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Background: Metalloproteinase-9 (MMP-9) is detected at the early but not late stages of osteoarthritis.

Results: Application of high fluid shear to chondrocytes recapitulates the temporal regulation of MMP-9 expression.
Conclusion: The antagonistic actions of shear-induced IL-18 and 15d-PGJ, regulate the temporal pattern of MMP-9 synthesis.
Significance: Reconstructing the signaling network of shear-mediated MMP-9 synthesis in chondrocytes is crucial for

developing strategies to treat osteoarthritis.

Mechanical overloading of articular cartilage producing
hydrostatic stress, tensile strain, and fluid flow results in irre-
versible cartilage erosion and osteoarthritis (OA). Application
of high fluid shear to chondrocytes recapitulates the earmarks of
OA as evidenced by the induction of proinflammatory cytokines
and prostaglandins, which are capable of inducing the expres-
sion of matrix-degrading enzymes. Matrix metalloproteinase-9
(MMP-9) synthesis is detected at early but not late stages of OA.
However, the underlying mechanism(s) of the MMP-9 temporal
regulation remains unknown. Using the T/C-28a2 chondrocyte
cell line as a model system, we demonstrated that high fluid
shear induces a marked increase in MMP-9 expression at short
shear exposure times (3— 6 h), which falls below basal levels after
prolonged shear exposure (12—48 h). High fluid shear stress
induced the rapid and sustained synthesis of IL-1f3, activating
PI3K, ERK1/2, and JNK, which are in turn responsible for
MMP-9 expression. Prolonged shear exposure (>12 h) induced
15-deoxy-A'>_prostaglandin J, (15d-PG]J,) synthesis, which
exerted an antagonistic effect on IL-13-mediated PI3K-, ERK1/
2-, and JNK-dependent NF-kB activation, thereby suppressing
MMP-9 expression in human chondrocytes. Reconstructing the
signaling network that regulates shear-mediated MMP-9
expression in human chondrocytes may provide insights for
developing strategies to treat arthritic disorders.

Osteoarthritis (OA)? is a musculoskeletal disorder character-
ized by the irreversible erosion of the articular cartilage tissue
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that covers the moving joints. Excessive chronic or repetitive
mechanical loading of articular cartilage producing hydrostatic
stress, tensile strain, and fluid flow (1) has been implicated in
the development and progression of OA (2). Indeed, prolonged
application of high fluid shear to human chondrocytes in vitro
recapitulates gene expression profiles associated with OA in
vivo (3). Although OA is classified as a noninflammatory joint
disease, the progressive erosion of cartilage involves the action
of cytokines and prostaglandins (PGs), which are capable of
inducing the expression of matrix-degrading enzymes such as
matrix metalloproteinases (MMPs) (4). For instance, IL-1B is a
key mediator in the pathogenesis of OA (5). Interestingly, chon-
drocytes from OA patients express higher levels of IL-1 recep-
tor type I (IL-1R1) than normal controls (5). The enhanced
expression of IL-1R1 in osteoarthritic chondrocytes renders
these cells highly sensitive to the effects of IL-18, thereby lead-
ing to alterations in gene expression of cartilage-degrading pro-
teinases such as MMPs (5). Treatment of human chondrocytes
with exogenous IL-1( stimulates MMP expression in vitro (6).

Previous studies have reported contradictory results regard-
ing the relative expression/activity levels of MMP-9 in OA and
healthy chondrocytes. For example, some studies have shown
that MMP-9 is markedly up-regulated in OA versus normal
chondrocytes (7, 8). However, Tetlow et al. (9) reported that
MMP-9 is not prominently expressed in OA cartilage com-
pared with normal, age-matched articular cartilage. Moreover,
Naito et al. (10) disclosed that the plasma levels of MMP-9 are
lower in OA patients than in normal subjects. These conflicting
results might be reconciled by observations showing that
MMP-9 expression in chondrocytes varies not only with the
zone (depth) of the chondrocyte in the cartilage but also with
the grade of OA (11). Itis noteworthy that MMP-9 is detected at
early but not late stages of OA (11). Nevertheless, the underly-
ing mechanisms of MMP-9 synthesis at the early and late dis-
ease stages have yet to be delineated.

We have shown that exposure of the human T/C-28a2 chon-
drocytic cell line to fluid shear recapitulates the earmarks of
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OA, as evidenced by the release of proinflammatory cytokines
such as IL-6, detected at the early stages of OA (or short shear
exposure times in vitro), and chondrocyte senescence observed
in advanced stages of OA in vivo (12) (or prolonged shear expo-
sure times in vitro) (3, 13—15). In agreement with in vivo results
(11), we demonstrate herein the temporal regulation of MMP-9
expression in shear-activated T/C-28a2 chondrocytes, which
reaches maximal levels at short shear exposure times and
declines below basal levels after prolonged shear exposure.
Moreover, we show that the antagonistic actions of endogenous
shear-induced IL-18 and 15-deoxy-A'*'*-prostaglandin J,
(15d-PGJ,) regulate the temporal synthesis of MMP-9 in
human chondrocytes. We further demonstrate the critical roles
of the extracellular signal-regulated kinase (ERK1/2), phos-
phatidylinositol 3-kinases (PI3K), and c-Jun NH,-terminal
kinase (JNK) signaling pathways, which are downstream of
IL-1B and 15d-PG]J,, in the regulation of MMP-9 expression via
the NF-kB p65 subunit at short and long shear exposure times.

EXPERIMENTAL PROCEDURES

Reagents—1Y294002, Wortmannin, U0126, PD98059,
SB203580, SP600125, GW1929, GW9662, human recombinant
IL-1B, and antibodies specific for mPGES-1 and L-PGD syn-
thase (L-PGDS) were obtained from Sigma-Aldrich. AH6809,
sulprostone, and 15d-PG]J, were obtained from Enzo Life Inter-
national Inc. (Plymouth Meeting, PA). Akt, ERK1/2, p38, c-Jun,
scramble siRNAs, and antibodies specific for B-actin, Akt,
p-Akt (Ser-473), ERK1/2, p-ERK1/2 (Thr-202/Tyr-204), c-Jun,
and p-c-Jun (Ser-63) were purchased from Cell Signaling Tech-
nology (Danvers, MA). The IL-18 enzyme immunoassay kit
and the anti-PPARYy polyclonal antibody were from Cayman
Chemical (Ann Arbor, MI), whereas the 15d-PGJ, enzyme
immunoassay kit was obtained from Assay Designs (Ann
Arbor, MI). The mAD against p-PPARy (Ser-82) was from Mil-
lipore (Bedford, MA). The monoclonal neutralizing antibody
specific for IL-13 was obtained from Antibodies-online
(Atlanta, GA). mPGES-1, L-PGDS, and scramble siRNAs were
obtained from Santa Cruz Biotechnology (Santa Cruz, CA).
The L-PGDS c¢DNA plasmids were obtained from OriGene
Technologies (Rockville, MD) and subcloned to pCMV6-XL
vector. The mmp-9 promoter constructs, pMMP-9-luc1723
(—1723/—6), pMMP-9-luc1017 (—1017/—6), pMMP-9-luc604
(—604/—6), pMMP-9-luc553 (—553/—6), pMMP-9-luc324
(—324/—6), and pMMP-9-luc1017ANF-«B (NF-«B site muta-
tion —332/—323), were gifts from Dr. Richard Leigh (Health
Research Innovation Centre, University of Calgary, Canada)
(16). The pRL-SV40 vector encoding the Renilla luciferase gene
and the Dual-Luciferase reporter assay kit were purchased from
Promega (Madison, WI). The chromatin immunoprecipitation
(ChIP) EZ-ChIP kit was purchased from Upstate Biotechnol-
ogy. All reagents for qRT-PCR and SDS-PAGE experiments
were purchased from Bio-Rad Laboratories. All other reagents
were from Invitrogen unless otherwise specified.

Cell Culture and Shear Stress Exposure—Human primary
articular chondrocytes (Cell Applications, San Diego) or T/C-
28a2 chondrocytic cells were grown (at 37 °C in 5% CO,) on
glass slides in F12/DMEM supplemented with 10% FBS as
described previously (3, 13—15, 17—-19). Before shear exposure,
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cells were incubated for 18 h in serum-free medium supple-
mented with 1% Nutridoma-SP (Roche Applied Science), a low
serum replacement that maintains chondrocyte phenotype and
establishes quiescence in the monolayer (3, 13-15, 17-19).
Cells were then subjected to a shear stress level of 20 dynes/cm?®
for up to 48 h in medium containing 1% Nutridoma-SP, using a
streamer gold flow device (Flexcell International Corp., Hills-
borough, NC). In select experiments, the pharmacological
agents were added to the medium at the indicated concentra-
tions just before the onset of shear exposure. In separate exper-
iments, T/C-28a2 chondrocytes were seeded on 6-cm tissue
culture dishes (10° cells/dish) in DMEM/F12 supplemented
with 10% FBS (20, 21). 24 h later, T/C-28a2 cells were grown in
serum-free medium for another 24 h before being incubated
with specific pharmacological inhibitors in the presence or
absence of exogenously added IL-1 (20, 21).

Transient Transfection—T/C-28a2 chondrocytes were
transfected with a siRNA (100 nm) oligonucleotide sequence
specific for L-PGDS, mPGES-1, Akt, ERK1/2, p38, or c-Jun.
In control experiments, cells were transfected with 100 nm
scramble siRNA. For ectopic expression of L-PGDS, T/C-
28a2 cells were transfected with 1.6 ng/slide of plasmid con-
taining the L-PGDS cDNA by using Lipofectamine 2000. In
control experiments, cells were transfected with 1.6 ug/slide
of the empty pCMV6-XL vector (OriGene Technologies). In
promoter assays, T/C-28a2 cells were transfected with 1.6
png/slide of the mmp-9 promoter-reporter construct to-
gether with the pRL-SV40 vector. Transfected cells were
allowed to recover for at least 12 h in growth medium and
then incubated overnight in medium containing 1%
Nutridoma-SP before exposure to shear stress.

Quantitative Real-time PCR (qRT-PCR)— qRT-PCR assays
were performed on the iCycler iQ detection system (Bio-Rad)
using total RNA, the iScript one-step RT-PCR kit with SYBR
Green (Bio-Rad), and primers. The GenBank™ accession
numbers and forward (F) and reverse (R) primers are as follows:
IL-1B (NM_000576), F-ACTACAGCAAGGGCTTCAGG and
R-TCTTTCAACACGCAGGACAG; MMP-9 (NM_004994),
F-GGATGGGAAGTACTGGCGATTC and R-CACTTGGT-
CCACCTGGTTCAAC.

The GenBank™ accession numbers and forward (F-) and
reverse (R-) primers for GAPDH are provided in our previous
publications (13, 20). GAPDH was used as internal control.
Reaction mixtures were incubated at 50 °C for 15 min followed
by 95 °C for 5 min, and then 35 PCR cycles were performed with
the following temperature profile: 95 °C for 155, 58 °C for 30's,
68 °C for 1 min, and 77 °C for 20 s. Data were collected at the
77 °C 20 s step to remove possible fluorescent contribution
from dimer primers (13, 20). Gene expression values were nor-
malized to GAPDH.

Western Blot Analysis—T/C-28a2 chondrocytes, from static
and sheared specimens, were lysed in radioimmune precipita-
tion assay buffer (25 mm Tris-HCl, pH 7.6, 150 mm NaCl, 1%
Nonidet P-40, 1% sodium deoxycholate, and 0.1% SDS) con-
taining a mixture of proteinase inhibitors (Pierce). The protein
content of the cell lysates was determined using bicinchoninic
acid (BCA) protein assay reagent (Pierce). Total cell lysates (4
ung) were subjected to SDS-PAGE, transferred to a membrane,
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and probed with a panel of specific antibodies. Each membrane
was only probed using one antibody. 3-Actin was used as the
loading control. All Western hybridizations were performed at
least in triplicate with a different cell preparation used each
time.

Measurement of IL-1B3 and 15d-PGJ, Concentration in
Medium—IL-1B and 15d-PG], levels in both static and sheared
medium were determined using an enzyme immunoassay kit
following the manufacturer’s instructions. The concentration
of total protein in the medium was used as the loading control,
and the results were expressed as picograms of IL-18 or 15d-
PG]J,/microgram of total protein.

Zymography—Gelatinase activity was determined according
to a previously described method (22). In brief, the conditioned
media of cells were collected and mixed with non-reducing
sample buffer containing 0.5 m Tris, pH 6.8, 5% SDS, 20% glyc-
erol, and 1% bromphenol blue in a 1:1 ratio and electrophoresed
directly on 10% SDS-polyacrylamide gels (SDS-PAGE). After
electrophoresis, gels were washed for 1 h at room temperature
in a 2.5% (v/v) Triton X-100 solution to remove SDS, trans-
ferred to zymogram development solution (10 mm CaCl,, 50
mwm Tris-HCI, pH 7.4, and 0.02% NaN,), and incubated for 16 h
at 37 °C. Gels were stained for 30 min with 0.1% (w/v) Coomas-
sie Brilliant Blue in 50% (v/v) methanol/10% (v/v) acetic acid
and destained in 20% (v/v) methanol/10% (v/v) acetic acid.
Areas of lysis were observed as white bands against a dark
background.

Promoter Activity Assays—Firefly and Renilla luciferase
activities were measured by use of the Dual-Luciferase Reporter
Assay kit (Promega). Firefly luciferase activities were normal-
ized to the Renilla luciferase controls. Data are expressed as
ratios of shear to static normalized firefly luciferase activity
unless otherwise stated.

ChIP Assay—This assay was performed using the EZ ChIP kit
following the manufacturer’s instructions (Upstate Biotechnol-
ogy) as described previously (14, 20, 21). Forward (F) and
reverse (R) primers for mmp-9 promoter amplification by
qPCR are as follows: F-CTTGGCTGACCACTGGAGGC and
R-GACAGGCAAGTGCTGACTCA.

Statistics—Data represent the mean = S.E. of at least three
independent experiments. Statistical significance of differences
between means was determined by Student’s ¢ test or by one-
way analysis of variance wherever appropriate. If means were
shown to be significantly different, multiple comparisons by
pairs were performed using the Tukey test (23).

RESULTS

Shear Stress Induces IL-1B and 15d-PGJ, Synthesis, Which in
Turn Antagonistically Regulate MMP-9 Expression in Human
T/C-28a2 Chondrocytes—Matrix-degrading enzymes such as
MMPs are thought to be critical mediators of cartilage erosion
during OA. Although some studies reveal that MMP-9 expres-
sion is markedly elevated in OA relative to healthy chondro-
cytes (7, 8), others have shown the exact opposite (10). Interest-
ingly, MMP-9 expression in chondrocytes has been reported to
be up-regulated at the early but not the late stages of OA (11). In
view of these observations (11) and given that application of
high shear stress to T/C-28a2 chondrocytes for short versus
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long exposure times recapitulates the earmarks of OA at early
and late disease stages, respectively (3, 13—15), we hypothesized
that MMP-9 expression is temporally regulated by fluid shear.
The human T/C-28a2 chondrocytic cell line was chosen as a
model system because T/C-28a2 cells have been shown to
behave much like primary human chondrocytes when cultured
under appropriate conditions (3, 13—15, 17-20). Interestingly,
continuous exposure of human T/C-28a2 chondrocytes to high
shear stress (20 dynes/cm?) induces maximal MMP-9 expres-
sion and activity after 6 h of cell stimulation (Fig. 14). However,
MMP-9 mRNA and activity levels decline below basal levels at
12 h and remain suppressed after 48 h of shear exposure (Fig.
1A). To validate previously published observations showing
that T/C-28a2 cells represent an appropriate model for the
study of chondrocyte function in vitro (3, 13-15, 17-21), we
examined the responses of human primary articular chondro-
cytes to high fluid shear. Our data revealing significant similar-
ities between primary articular chondrocytes and T/C-28a2
cells in the regulation of MMP-9 mRNA or activity in response
to shear stress (Fig. 1, A and B) reinforce the aforementioned
notion. Nevertheless, the signaling pathway of temporal regu-
lation of MMP-9 expression has yet to be delineated in human
chondrocytes.

Prior work has shown that proinflammatory cytokines such
as IL-1 direct MMP-mediated digestion of cartilage matrix in
OA (24). On the other hand, 15d-PGJ, has been reported to
repress MMP-9 activity in different cell types such as human
smooth muscle cells and pancreatic cancer cells (25, 26). More-
over, we have recently reported that 15d-PGJ, is synthesized by
human chondrocytes after prolonged shear exposure (14, 15).
We thus evaluated the potential roles of IL-18 and 15d-PG]J, in
the regulation of MMP-9 activity in shear-activated human
chondrocytes. Time course experiments revealed that endoge-
nous IL-18 mRNA expression (Fig. 1C) reached maximal levels
after 1 h of T/C-28a2 chondrocyte stimulation with high fluid
shear. Shear-induced IL-18 mRNA levels remained up-regu-
lated (>5-fold) relative to static controls after 48 h of shear
exposure. Continuous application of high fluid shear to T/C-
28a2 chondrocytes for 48 h induced the progressive accumula-
tion of secreted IL-1 in the medium (Fig. 1D). In view of these
findings, we next examined the effects of exogenous IL-18 on
MMP-9 synthesis. Our data reveal that IL-18 induces MMP-9
mRNA expression in a dose- and time-dependent manner (Fig.
2, A and B). Maximal MMP-9 mRNA levels were achieved after
stimulation of T/C-28a2 chondrocytes with 100 ng/ml exoge-
nous IL-18 (Fig. 2A). This dose (100 ng/ml) induced the sus-
tained synthesis of MMP-9, which reached a plateau after 1 h of
cell stimulation (Fig. 2B). Of note, marked up-regulation of
MMP-9 gelatinolytic activity (Fig. 2E) was detected after pro-
longed (48 h) incubation of T/C-28a2 chondrocytes with exog-
enous IL-1[.

High fluid shear suppresses 15d-PGJ, production by human
chondrocytes at short exposure times (2— 6 h), whereas it stim-
ulates 15d-PG]J, release at long (48 h) exposure times (14, 15).
Exogenous 15d-PGJ, markedly represses MMP-9 transcript
levels in a dose- and time-dependent manner (Fig. 2, C and D).
15d-PGJ, also suppresses MMP-9 activity in T/C-28a2 chon-
drocytes (Fig. 2F). Concurrent treatment of T/C-28a2 cells with
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FIGURE 1. Shear stress mediates the temporal regulation of MMP-9 and IL-18 mRNA and protein expression in human chondrocytes. T/C-28a2
chondrocytes (4, C, and D) or human primary articular chondrocytes (B) were subjected to fluid shear stress (20 dynes/cm?) or static conditions (0 dyne/cm?) for
the indicated time intervals. A and B, MMP-9 mRNA and activity levels were determined by gRT-PCR and zymography, respectively. GAPDH and MMP-2 served
as internal controls in qRT-PCR and zymography assays, respectively. C and D, IL-18 mRNA expression and secretion were determined using qRT-PCR and an
IL-18 enzyme immunoassay kit, respectively. GAPDH and total protein in the medium served as internal controls for the gRT-PCR and IL-18 enzyme immuno-
assay, respectively. Data represent the mean = S.E. of three independent experiments. *, p < 0.05 with respect to static control.

IL-1B (100 ng/ml) and 15d-PG]J, (2 uMm) partially reverses the
MMP-9 inhibition noted in 15d-PGJ,-activated chondrocytes
(Fig. 2G). Of note, neither IL-18 nor 15d-PGJ, affects MMP-2
levels in human chondrocytes. Taken together, these data illus-
trate that exogenous IL-18 and 15d-PGJ, exert opposing effects
on MMP-9 synthesis in human chondrocytes. In view of these
observations and the distinct temporal regulation of endoge-
nous IL-1B (Fig. 1, C and D) and 15d-PG]J, (14, 15) release by
human chondrocytes, we hypothesized that the balance
between endogenous IL-183 and 15d-PGJ, regulates MMP-9
expression in shear-activated chondrocytes.

As a next step, we wished to examine the potential involve-
ment of endogenously secreted 15d-PGJ, in the regulation of
MMP-9 expression in shear-activated chondrocytes. L-PGDS is
responsible for the biosynthesis of PGD, and its dehydration
end product, 15d-PG]J,. Because prolonged (48 h) application of
high fluid shear stimulates 15d-PG]J, release (14, 15), we wished
to determine the effects of L-PGDS knockdown on shear-in-
duced MMP-9 expression. To this end, experiments were car-
ried out using T/C-28a2 chondrocytes transfected with a
siRNA oligonucleotide sequence specific for L-PGDS or scram-
ble control before exposure to shear stress for 48 h. This genetic
intervention suppresses L-PGDS mRNA and protein expres-
sion (Fig. 34) and 15d-PG]J-, release (14) in sheared T/C-28a2
chondrocytes relative to cells transfected with a scramble
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siRNA. Our data reveal that L-PGDS depletion reverses the
suppression of MMP-9 expression and activity in T/C-28a2
chondrocytes after prolonged (48 h) shear exposure (Fig. 3B).
Specifically, L-PDGS knockdown resulted in a ~2-fold up-reg-
ulation of MMP-9 transcript levels in shear-activated chondro-
cytes relative to static controls (Fig. 3B). Most importantly,
incubation of L-PGDS-depleted chondrocytes with a monoclo-
nal neutralizing anti-IL-18 antibody reduced MMP-9 expres-
sion and activity levels down to base-line static controls (Fig.
3B).

Because high shear stress represses 15d-PG]J, release at short
exposure times, experiments were performed using T/C-28a2
cells transfected with a plasmid containing the cDNA of
L-PGDS prior to their shear exposure for 6 h. As shown in Fig.
3, Cand D, this genetic intervention not only markedly induced
L-PGDS mRNA and protein levels but also blocked shear-in-
duced MMP-9 up-regulation. Moreover, incubation of T/C-
28a2 cells overexpressing L-PGDS with exogenous IL-183
restored MMP-9 synthesis to the levels of sheared controls (Fig.
3D). Collectively, these data illustrate the antagonistic actions
of IL-1B and 15d-PG]J, in the regulation of MMP-9 expression.

Shear-induced MMP-9 Expression Proceeds via a PGE,/EP2/
EP3-dependent IL-1B Induction Mechanism—In view of our
recent observations showing that shear stress induces the
sequential induction of mPGES-1 and L-PGDS in human chon-
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FIGURE 2. Effects of exogenously added IL-18 or 15d-PGJ, on MMP-9 synthesis in human T/C-28a2 chondrocytes. T/C-28a2 chondrocytes were treated
with the indicated concentrations of either exogenous IL-18 (A) or 15d-PGJ, (C) for 48 h. In select experiments, T/C-28a2 chondrocytes were treated with either
IL-1B (100 ng/ml) (B and E) or 15d-PGJ, (2 um) (D and F) for the indicated time intervals. In separate experiments, T/C-28a2 cells were treated with IL-13 (100
ng/ml), 15d-PGJ, (2 um), or a combination of them (G) for 48 h. MMP-9 mRNA (A-D and G (lower panel)) and activity (E, F, and G (upper panel)) levels were
determined by qRT-PCR and zymography, respectively. GAPDH and MMP-2 served as internal controls in qRT-PCR and zymography assays, respectively. Data
represent the mean = S.E. of three independent experiments. *, p < 0.05 with respect to vehicle control; A, p < 0.05 with respect to IL-13 treatment.

drocytes (14), we evaluated the potential role of mPGES-1 in
MMP-9 regulation in human T/C-28a2 chondrocytes. Given
the up-regulation of mPGES-1 expression in sheared chondro-
cytes at short shear exposure times (14), experiments were
performed using T/C-28a2 cells transfected with an siRNA
oligonucleotide sequence specific for mPGES-1 before their
exposure to high fluid shear for 6 h. The efficacy of this genetic
intervention is verified at the mRNA and protein levels (Fig. 3E,
left panel). mPGES-1 knockdown inhibited the shear-induced
MMP-9 up-regulation at 6 h without affecting the MMP-2 basal
expression levels (Fig. 3E, right panel). Because mPGES-1 is
responsible for the biosynthesis of PGE, in chondrocytes, we
next evaluated the effects of PGE, receptors on shear-induced
MMP-9 regulation in T/C-28a2 chondrocytes. We have previ-
ously reported that: () T/C-28a2 chondrocytes express EP2,
EP3, and very low levels of EP4 but lack EP1 receptors; and (b)
the application of high fluid shear concurrently up-regulates
EP2 and down-regulates EP3 expression at both the mRNA and
protein levels in T/C-28a2 chondrocytes (13). In light of these
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observations, we investigated the effects of an EP2 receptor
antagonist, AH6809, and an EP3 receptor agonist, sulprostone,
on shear-induced MMP-9 expression. Incubation of T/C-
28a2 chondrocytes with AH6809 (3 M) or sulprostone (1 um)
inhibits shear-induced MMP-9 mRNA and activity levels in
T/C-28a2 chondrocytes (Fig. 3F). Furthermore, selective
knockdown of mPGES-1 or treatment with the EP2 receptor
antagonist AH6809 or the EP3 receptor agonist sulprostone
abrogates the shear-induced IL-18 secretion by T/C-28a2
chondrocytes (Fig. 3, G and H). However, these interventions
failed to affect 15d-PG]J, production at long shear exposure
times (supplemental Fig. S1). Therefore, we concluded that
shear-induced MMP-9 expression proceeds via a PGE,-/EP2-/
EP3-dependent IL-18 induction mechanism.

IL-1B Regulates MMP-9 Expression in Human T/C-28a2 Chon-
drocytes via PI3K-, ERK1/2-, and JNK-dependent Pathways—
We next aimed to elucidate the signaling cascade of MMP-9
synthesis in sheared chondrocytes. In view of the critical
roles of IL-18 and 15d-PGJ, in shear-induced MMP-9
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Antagonistic Actions of IL-1[3 and 15d-PGJ, on MMP-9 Synthesis

regulation, we first determined the signaling pathways modu-
lated by exogenous IL-18 and 15d-PG]J,. In light of our recent
observations showing that the PI3K, PKA, and ERK1/2 path-
ways are suppressed by 15d-PGJ, in human chondrocytes (14),
we evaluated their potential regulation in response to exoge-
nously added IL-1B. IL-18 (100 ng/ml) rapidly stimulates the
phosphorylation of Akt (Ser-473) without affecting total Akt
levels in human T/C-28a2 chondrocytes (Fig. 44). Elevated
p-Akt levels were detected within 10 min of IL-1 stimulation,
and these levels remained elevated for 48 h (Fig. 44), thereby
suggesting that IL-13 induces pronounced and sustained PI3K
activity. Treatment of T/C-28a2 chondrocytes with the specific
PI3K inhibitor LY294002 (10 um) or wortmannin (1 um) abol-
ished IL-1B-induced Akt phosphorylation (Fig. 4B) and MMP-
9 mRNA and activity levels (Fig. 4C). On the other hand, inhi-
bition of the PKA pathway using H89 (10 um) (13, 20) failed to
modulate MMP-9 expression in IL-1B-activated T/C-28a2
chondrocytes (data not shown).

The MAPK family consists of three members: ERK, JNK, and
p38-MAPK (27). We thus evaluated the potential contributions
of these pathways to IL-1B-induced MMP-9 expression. Exog-
enous IL-18 induces ERK1/2 phosphorylation (Thr-202/Tyr-
204) in T/C-28a2 chondrocytes, which is maximal at the 2 h
time point and remains elevated at 48 h (Fig. 44). Incubation
of T/C-28a2 cells, with either the specific ERK1 inhibitor
PD98058 (20 um) or the cell-permeable ERK1/2 inhibitor
U0126 (10 wm) (14, 21), markedly represses p-ERK1/2 phos-
phorylation (Fig. 4B) and the induction of MMP-9 mRNA and
activity levels in IL-1B-treated cells (Fig. 4C). Similarly, exoge-
nously added IL-1 induces a rapid and sustained phosphory-
lation of c-Jun (Ser-63) without affecting total c-Jun expression
levels in human chondrocytes (Fig. 44). The JNK inhibitor
SP600125 (10 or 20 um) attenuates c-Jun phosphorylation (Fig.
4B) and abrogates MMP-9 synthesis in IL-18-treated chondro-
cytes (Fig. 4D). In distinct contrast, the p38 inhibitor SB203580
(5 wm or 10 um) fails to alter MMP-9 expression (Fig. 4D).
Given the rather non-selective nature of the aforementioned
pharmacological inhibitors, experiments were carried out to
verify the involvement of the PI3K, ERK1/2, and JNK pathways
in shear-induced MMP-9 expression by transfecting human
T/C-28a2 chondrocytes with an siRNA oligonucleotide se-
quence specific for Akt, ERK1/2, or c-Jun prior to IL-1p treat-
ment for 48 h. The efficacy of these genetic interventions was
verified at the protein level (Fig. 4E). Akt, ERK1/2, or c-Jun, but
not p38, knockdown inhibited IL-13-induced MMP-9 mRNA
and activity levels (Fig. 4F), thereby confirming the critical roles

of PI3K, ERK1/2 and JNK (but not p38) pathways in this
process.

In contrast to the effects of exogenous IL-13, we recently
reported that 15d-PG]J, inhibits shear-induced phosphoryla-
tion of Akt and ERK1/2 (14, 21) in human T/C-28a2 chondro-
cytes. We demonstrate herein that exogenous 15d-PGJ, (2 um)
markedly suppresses c-Jun expression in both shear-activated
and static control human chondrocytes (Fig. 5, A, B, D, and E)
and further diminishes MMP-9 mRNA and activity levels (Fig.
5, C and F) after 6 and 48 h of shear activation.

We next examined the potential contributions of the PI3K,
PKA, ERK1/2, JNK and p38 pathways to shear-induced MMP-9
expression. Continuous application of high fluid shear stress to
T/C-28a2 chondrocytes resulted in a pronounced increase in
the phosphorylation levels of Akt at Ser-473 and ERK1/2 at
Thr-202/Tyr-204 at 6 h (Fig. 6A4), which was negated at 48 h
(14). Of note, the total Akt and ERK1/2 levels remain unaffected
by shear stress (Fig. 6A). Treatment of T/C-28a2 cells with the
selective PI3K inhibitors LY294002 (10 wM) and wortmannin (1
M) repressed Akt phosphorylation (Fig. 64) and the induction
of MMP-9 mRNA and activity levels in shear-activated cells
(Fig. 6B). Similarly, the specific ERK1 inhibitor PD98058 (20
uM) or the cell-permeable ERK1/2 inhibitor U0126 (10 um)
inhibited ERK1/2 phosphorylation (Fig. 6A) and MMP-9 up-
regulation in sheared chondrocytes (Fig. 6B). Exposure of T/C-
28a2 chondrocytes to high shear stress for 6 h also induced
c-Jun activity (Fig. 64). Incubation of T/C-28a2 chondrocytes
with the JNK inhibitor SP600125 (10 uM or 20 um) abolished
MMP-9 induction in response to high fluid shear stress stimu-
lation (Fig. 6B). This pharmacological intervention suppressed
c-Jun phosphorylation at Ser-63 while also tending to modestly
suppress Akt and ERK1/2 phosphorylation (Fig. 64). On the
other hand, the p38 inhibitor SB203580 (5 or 10 um) and the
PKA inhibitor H89 (10 um) failed to modulate MMP-9 synthe-
sis in shear-activated chondrocytes (Fig. 68 and data not
shown). To exclude any potential nonspecific effects of the
pharmacological inhibitors, experiments were carried out by
transfecting T/C-28a2 cells with an siRNA oligonucleotide
sequence specific for Akt, ERK1/2, p38, or c-Jun before expos-
ing cells to high fluid shear for 6 h. The efficacy of these genetic
interventions was verified at the protein level (Fig. 6C). Akt,
ERK1/2, or c-Jun, but not p38, knockdown inhibited shear-in-
duced MMP-9 mRNA and activity levels (Fig. 6D), thereby con-
firming the critical roles of PI3K, ERK1/2, and JNK (but not
p38) pathways in this process.

FIGURE 3. Shear-induced IL-1p and 15d-PGJ, antagonistically regulate the MMP-9 synthesis in human T/C-28a2 chondrocytes. T/C-28a2 cells were
subjected to fluid shear stress (20 dynes/cm?) or static conditions (0 dyne/cm?) for 48 h (A and B) or 6 h (C-H). In select experiments, T/C-28a2 chondrocytes were
transfected with a siRNA oligonucleotide sequence specific for L-PGDS before being exposed to high fluid shear in the absence or presence of an IL-1-
neutralizing antibody (A and B). In separate experiments, T/C-28a2 chondrocytes were transfected with a plasmid containing the cDNA of L-PGDS or the empty
vector prior to shear exposure in the absence or presence of IL-13 (100 ng/ml) (Cand D). In distinct experiments, T/C-28a2 chondrocytes were transfected with
an siRNA oligonucleotide sequence specific for mPGES-1 (E and G) before being exposed to high fluid shear or treated with the EP2 receptor antagonist AH6809
(3 um) or the EP3 receptor agonist sulprostone (1 um) in high fluid shear exposure (F and H). MMP-9 mRNA and activity levels were determined by qRT-PCR and
zymography, respectively (B, D, E (right panel), and F). GAPDH and MMP-2 served as internal controls. L-PGDS (A and C) and mPGES-1 (E, left panel) protein
expression is shown by immunoblotting using specific Abs. B-Actin was probed as the loading control. These gels are representative of three independent
experiments, all revealing similar results. The intensity of bands was quantified relative to B-actin for each treatment using the Bio-Rad gel image system.Gand
H, IL-1B secretion was determined using an IL-1 enzyme immunoassay kit. Data represent the mean = S.E. of three independent experiments. *, p < 0.05 as
compared with static control; A, p < 0.05 with respect to shear stress treatment; §, p < 0.05 with respect to L-PGDS siRNA knockdown or L-PGDS ectopic
overexpression samples.
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FIGURE 5. 15d-PGJ, treatment reverses shear-induced c-Jun and MMP-9 expression in human T/C-28a2 chondrocytes. T/C-28a2 chondrocytes were
subjected to shear stress (20 dynes/cm?) or static conditions (0 dyne/cm?) in the absence or presence of 15d-PGJ, (2 um) for 6 h (A-C) or 48 h (D-F). c-Jun protein
expression is shown by immunoblotting using specific Abs (A, B, D, and E). B-Actin served as the loading control. The intensity of bands was quantified relative
to B-actin for each treatment using the Bio-Rad gel image system. MMP-9 mRNA expression and activity levels were determined by qRT-PCR and zymography,
respectively (Cand F). GAPDH and MMP-2 served as internal controls in qRT-PCR and zymography assays, respectively. These gels are representative of three
independent experiments, all revealing similar results. Data represent the mean = S.E. of three independent experiments. ¥, p < 0.05 as compared with the
control; A, p < 0.05 with respect to shear stress treatment.

To further document that PI3K/Akt, ERK1/2, and JNK con- neutralizing antibody specific for IL-18. Our data reveal that
stitute downstream targets of endogenous IL-18 and 15d-PGJ, L-PGDSdepletionstimulates Akt, ERK1/2,and c-Jun phosphor-
in sheared chondrocytes, experiments were carried out to alter  ylation (Fig. 7A) and induces MMP-9 mRNA and activity levels
L-PGDS expression in the presence or absence of amonoclonal  (Fig. 3B) in T/C-28a2 chondrocytes subjected to high shear

FIGURE 4. IL-1 induces MMP-9 synthesis in human T/C-28a2 chondrocytes via PI3K-, ERK1/2-, and JNK- dependent pathways. T/C-28a2 cells were
treated with IL-18 (100 ng/ml) for the indicated time intervals (A). In selected experiments, T/C-28a2 cells were incubated with the ERK1/2 inhibitor PD98059
(20 um) or U0126 (10 um), the PI3K/Akt inhibitor LY294002 (10 um) or wortmannin (1 um), the JNK inhibitor SP600125 (10 um or 20 um), or the p38 inhibitor
SB203580 (5 um or 10 uMm) in the absence or presence of IL-18 (100 ng/ml) for 48 h (B-D). In distinct experiments, cells were transfected with a siRNA
oligonucleotide sequence specific for Akt, ERK1/2, p38, or c-Jun in the absence or presence of IL-18 (100 ng/ml) for 48 h (E and F). Phosphorylated Akt (Ser-473),
ERK1/2 (Thr-202/Tyr-204), and c-Jun (Ser-63) and total Akt, ERK1/2, and c-Jun protein expression are shown by immunoblotting using specific Abs. Equal
loading in each lane is ensured by the similar intensities of B-actin (A, B, and E). The intensity of bands was quantified relative to B-actin for each treatment using
the Bio-Rad gel image system. MMP-9 mRNA expression and activity levels were determined by qRT-PCR and zymography, respectively (C, D, and F). GAPDH
and MMP-2 served as internal controls in qRT-PCR and zymography assays, respectively. These gels are representative of three independent experiments, all
revealing similar results. Data represent the mean = S.E. of three independent experiments. *, p < 0.05 as compared with the control; A, p < 0.05 with respect
to IL-13 treatment.
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Antagonistic Actions of IL-1[3 and 15d-PGJ, on MMP-9 Synthesis

stress for 48 h. The addition of an IL-1B-neutralizing antibody
just before the onset of shear application diminishes the phos-
phorylation of Akt, ERK1/2, and c-Jun (Fig. 7A) and markedly
reduces MMP-9 expression (Fig. 3B) in L-PGDS-depleted T/C-
28a2 chondrocytes. On the other hand, ectopic expression of
L-PGDS suppresses Akt, ERK1/2, and c-Jun phosphorylation (Fig.
7B) and diminishes MMP-9 mRNA and activity levels (Fig. 3D) in
T/C-28a2 chondrocytes exposed to high fluid shear for 6 h. The
addition of exogenous IL-1 (100 ng/ml) just before the onset of
shear application reverses the inhibition of phosphorylation of
Akt, ERK1/2, and c-Jun (Fig. 7B) and markedly induces MMP-9
expression (Fig. 3D) in L-PGDS-overexpressed T/C-28a2 chon-
drocytes. In view of our observations showing that shear-induced
IL-1 synthesis precedes MMP-9 expression in a PGE,/EP2/EP3-
dependent manner (Fig. 3, E-H), we further examined the poten-
tial role of the PGE,/EP2/EP3 signaling cascade in regulating PI3K,
ERK1/2, and JNK pathways. Our data reveal that shear-induced
Akt, ERK1/2, and c-Jun phosphorylation are significantly sup-
pressed in mPGES-1-depleted (Fig. 7C) and AH6809 (EP2 recep-
tor antagonist)- or sulprostone (EP3 receptor agonist)-treated (Fig.
7D) T/C-28a2 chondrocytes. Collectively, our data suggest that
shear-induced MMP-9 expression is regulated via the antagonistic
actions of endogenously released IL-13 and 15d-PG]J, and their
downstream effectors, the PI3K/Akt, ERK1/2, and JNK-depend-
ent signaling pathways.

PPARy Is Involved in MMP-9 Regulation in Human
Chondrocytes—In view of our data showing that 15d-PG]J, sup-
presses MMP-9 expression, we next examined whether 15d-
PG]J, exerts its effects via its primary receptor PPARYy (28). As
shown in Fig. 84, exogenous IL-1f stimulates the phosphory-
lation of PPARy without affecting total PPARy protein levels in
human T/C-28a2 chondrocytes. PPARy phosphorylation in
IL-1B-activated chondrocytes is abolished by inhibiting the
ERK1/2 pathway using the pharmacological inhibitors U0126
and PD98059 (Fig. 84). However, inhibition of the PI3K, JNK,
or p38 pathway failed to alter the extent of PPARYy phosphory-
lation in IL-1B-stimulated T/C-28a2 cells (Fig. 84). Interest-
ingly, treatment of human T/C-28a2 cells with the PPARy-spe-
cific agonist GW1929 (10 um) significantly attenuated MMP-9
mRNA and activity levels and decreased p65 phosphorylation
at both Ser-536 and Ser-276 (Fig. 8, C and D) without affecting
the phosphorylation of Akt, ERK1/2, or c-Jun (Fig. 8B8). On the
other hand, treatment of human T/C-28a2 cells with the
PPARvy-specific antagonist GW9662 (1 um) significantly aug-
mented MMP-9 mRNA and activity levels and increased p65
phosphorylation at both sites (Fig. 8, C and D) without affecting
the phosphorylation of Akt, ERK1/2, or c-Jun (Fig. 8B). Of note,
neither GW9662 nor GW1929 altered the total levels of p65
(Fig. 8D). Taken together, these data suggest that PPARYy is

downstream of ERK1/2 and is partially involved in the modula-
tion of MMP-9 expression in human chondrocytes.

NF-kB p65 Subunit Is Involved in Shear-regulated MMP-9
Expression—We recently showed that exposure of human
chondrocytes to high fluid shear transactivates the NF-kB p65
subunit via phosphorylation at Ser-276 and Ser-536 (13, 14). In
light of prior work showing that MMP-9 expression is regulated
by NF-«B in airway epithelial cells (16), we sought to determine
whether shear-induced MMP-9 synthesis is also dependent on
NE-kB. To identify the critical NF-«B binding sites on the
mmp-9 promoter that regulate shear-induced MMP-9 synthe-
sis, promoter analysis experiments were performed. First, T/C-
28a2 chondrocytes were transiently transfected with a con-
struct encompassing the 5'-flanking region of the human
mmp-9 gene from —1723 to —6 bp (—1723/—6) (Fig. 9A) prior
to their exposure to high fluid shear. Application of high shear
stress for 6 h markedly increased (~10-fold) the mmp-9 pro-
moter activity in T/C-28a2 chondrocytes (Fig. 94). A similar
10-fold up-regulation was noted upon transfection of cells with
plasmids deleted from —1723 to —1017 bp (—1017/—6) or
from —1723 to —604 bp (—604/6) or from —1723 to —553 bp
(—553/—6), thereby suggesting that the DNA region between
—1723 and —553 bp upstream of the transcriptional start site is
not critical to the induction of shear-mediated mmp-9 pro-
moter activity (Fig. 94). However, subsequent deletion from
—553 to —324:bp (—324/—6 bp) markedly suppressed the lucif-
erase activity (Fig. 94). Bioinformatics analysis of the consensus
sequence in (—553/—324) region revealed the presence of an
NE-«B site situated at —332/—323 bp, which may be responsi-
ble for shear-induced MMP-9 synthesis. Indeed, introduction
of a point mutation into the aforementioned NF-kB site
resulted in a marked decrease in shear-induced luciferase activ-
ity relative to the reported wild type (Fig. 9B).

ChIP assays were performed to demonstrate the binding of
phosphorylated NF-«B to its putative site on the mmp-9 pro-
moter. As shown in Fig. 9C, the binding of the NF-kB p65 sub-
unit to the mmp-9 promoter markedly increased following
exposure of T/C-28a2 chondrocytes to high fluid shear for 6 h.
Interestingly, this binding was reduced after prolonged (48 h)
shear exposure times. It is noteworthy that T/C-28a2 chondro-
cytes treated with exogenous 15d-PG]J, (2 um) displayed reduced
shear-induced binding of NF-«B p65 subunit to mmp-9 promoter
at6 h (Fig. 9D). Similar observations were made upon treatment of
T/C-28a2 cells with the EP2 receptor antagonist AH6809 (3 um),
the EP3 receptor agonist sulprostone (1 um), the PI3K/Akt inhib-
itor LY294002 (10 M), the ERK1/2 inhibitor U0126 (10 uMm), and
the JNK inhibitor SP600125 (20 um) (Fig. 9D). Similar data were
also obtained using IL-13-stimulated chondrocytes (Fig. 9E). Col-
lectively, these data support the notion that NF-«kB p65 subunit

FIGURE 6. Involvement of PI3K, ERK1/2, and JNK signaling pathways in MMP-9 synthesis in shear-activated human chondrocytes. T/C-28a2 cells were
subjected to fluid shear stress (20 dynes/cm?) or static conditions (0 dyne/cm?) in the absence or presence of the ERK1/2 inhibitor PD98059 (20 um) or U0126
(10 um), the PI3K/Akt inhibitor LY294002 (10 um) or wortmannin (1 um), the JNKinhibitor SP600125 (10 wm or 20 um), or the p38 inhibitor SB203580 (5 or 10 um)
for 6 h (A and B). In distinct experiments, cells were transfected with an siRNA oligonucleotide sequence specific for Akt, ERK1/2, p38, or c-Jun before being
exposed to high fluid shear for 6 h (Cand D). Phosphorylated Akt (Ser-473), ERK1/2 (Thr-202/Tyr-204), and c-Jun (Ser-63) and total Akt, ERK1/2, and c-Jun protein
expression are shown by immunoblotting using specific Abs. Equal loading in each lane is ensured by the similar intensities of B-actin (A and C). The intensity
of bands was quantified relative to B-actin for each treatment using the Bio-Rad gel image system. MMP-9 mRNA expression and activity levels were
determined by qRT-PCR and zymography, respectively (B and D). GAPDH and MMP-2 served as internal controls in qRT-PCR and zymography assays, respec-
tively. These gels are representative of three independent experiments, all revealing similar results. Data represent the mean = S.E. of three independent
experiments. ¥, p < 0.05 as compared with the control; A, p < 0.05 with respect to shear stress treatment.
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functions as a critical transcriptional factor to mediate shear-reg-
ulated MMP-9 expression.

DISCUSSION

Excessive mechanical loading can directly damage the artic-
ular cartilage, adversely affect chondrocyte function, and pre-
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cipitate OA (2). MMP-9 up-regulation has been detected in the
early stage of OA-affected cartilage (11). In view of the involve-
ment of MMP-9 in cartilage erosion (7, 8) and the role of
mechanical forces in the pathogenesis and progression of OA
(2), here we have delineated the signaling pathway of MMP-9
regulation in mechanically stimulated human T/C-28a2 chon-
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FIGURE 8. Involvement of PPARYy in MMP-9 synthesis in shear-activated human T/C-28a2 chondrocytes. T/C-28a2 chondrocytes were treated with IL-13
(100 ng/ml) in the absence or presence of PI3K/Akt, ERK1/2, p38, or INK inhibitors for 48 h (A). Phosphorylated PPARy (Ser-82) is shown by immunoblotting
using a specific antibody. Equal loading in each lane is ensured by the similar intensities of total PPARy and B-actin. In select experiments, T/C-28a2 chondro-
cytes were treated with the PPARy agonist GW1929 (10 um) or the PPARy antagonist GW9662 (1 um) (B-D). Phosphorylated Akt (Ser-473), ERK1/2 (Thr-202/
Tyr-204), c-Jun (Ser-63), p65 (Ser-536), and p65 (Ser-276) are shown by immunoblotting using specific Abs. Equal loading in each lane is ensured by the similar
intensities of total Akt, ERK1/2, c-Jun, p65, and 3-actin (B and D). The intensity of bands was quantified relative to B-actin for each treatment using the Bio-Rad
gelimage system. MMP-9 mRNA expression and activity levels were determined by qRT-PCR and zymography, respectively (C). GAPDH and MMP-2 served as
internal controls in qRT-PCR and zymography assays, respectively. These gels are representative of three independent experiments, all revealing similar results.
Data represent the mean = S.E. of three independent experiments. *, p < 0.05 as compared with the control.

drocytes. We demonstrate that high fluid shear induces IL-
1B and 15d-PGJ, synthesis, which antagonistically regulate
MMP-9 expression via PI3K-, ERK1/2-, ERK1/2-PPARY-, and
JNK-dependent NF-«B-activating pathways in human T/C-
28a2 chondrocytes (Fig. 10).

MMP-9 is tightly regulated and kept at basal levels under
physiological conditions. Conflicting reports reveal that
MMP-9 is either markedly (7, 8) or marginally (9) up-regu-
lated or even significantly suppressed (10) in osteoarthritic
relative to healthy articular cartilage. These disparate results

may be reconciled by findings showing that MMP-9 expres-
sion varies not only with the zone of the chondrocyte in the
cartilage but also with the stage of OA (11). It is reported that
MMP-9 is markedly elevated at early but not late stages of
OA relative to normal cartilage (11). In accord with these in
vivo observations, our in vitro data reveal that high fluid
shear induces a pronounced up-regulation of MMP-9
expression in human chondrocytes at short shear exposure
times, but this expression falls below basal (control) levels
after prolonged shear exposure.

FIGURE 7. Shear-induced IL-1 and 15d-PGJ, antagonistically regulate the activity of PI3K, ERK1/2, and JNK pathways in human T/C-28a2 chondro-
cytes. T/C-28a2 cells were subjected to fluid shear stress (20 dynes/cm?) or static conditions (0 dyne/cm?) for 48 h (A) or 6 h (B-D). In select experiments,
T/C-28a2 chondrocytes were transfected with an siRNA oligonucleotide sequence specific for L-PGDS before exposure to high fluid shear in the absence or
presence of an IL-1B-neutralizing antibody (A). In separate experiments, T/C-28a2 chondrocytes were transfected with a plasmid containing the cDNA of
L-PGDS or the empty vector prior to shear exposure in the absence or presence of IL-13 (100 ng/ml) (B). In distinct experiments, T/C-28a2 chondrocytes were
transfected with an siRNA oligonucleotide sequence specific for mPGES-1 (C) before being exposed to high fluid shear or treated with the EP2 receptor
antagonist AH6809 (3 um) or the EP3 receptor agonist sulprostone (1 um) under high fluid shear exposure (D). Phosphorylated Akt (Ser-473), ERK1/2 (Thr-202/
Tyr-204), and c-Jun (Ser-63) and total Akt, ERK1/2, and c-Jun protein expression are shown by immunoblotting using specific Abs. Equal loading in each lane is
ensured by the similar intensities of B-actin. These gels are representative of three independent experiments, all revealing similar results. The intensity of bands
was quantified relative to B-actin for each treatment using the Bio-Rad gel image system. Data represent the mean = S.E. of three independent experiments.
*,p < 0.05as compared with static control; A, p < 0.05 as compared with shear stress treatment; §, p < 0.05 with respect to L-PGDS siRNA knockdown or L-PGDS
ectopic overexpression samples.
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FIGURE 9. Fluid shear induces the binding of the NF-kB p65 subunit to the mmp-9 promoter in human chondrocytes. T/C-28a2 cells were subjected to
high fluid shear (20 dynes/cm?) or static conditions (0 dyne/cm?) for 6 h (A, B, C (left two lanes), and D) or 48 h (C (right two lanes) and E). In select experiments,
T/C-28a2 cells were subjected to fluid shear stress (20 dynes/cm?) for 6 h in the presence or absence of 15d-PGJ, (2 um), the EP2 receptor antagonist AH6809
(3 um), the EP3 receptor agonist sulprostone (1 um), the PI3K/Akt inhibitor LY294002 (10 uMm), the ERK1/2 inhibitor U0126 (10 um), or the JNK inhibitor SP600125
(20 wm) for 6 h (D). In separate experiments, T/C-28a2 chondrocytes were treated with 15d-PGJ, (2 um), the PI3K/Akt inhibitor LY294002 (10 um), the ERK1/2
inhibitor U0126 (10 um), or the JNK inhibitor SP600125 (20 uM) in the absence or presence of IL-18 (100 ng/ml) for 48 h (E). Cross-linked chromatin was
immunoprecipitated using an anti-p65 antibody. In ChIP assays, the anti-RNA polymerase Il antibody was used as a positive control. DNA purified from both
immunoprecipitated (IP) and preimmune (Input) specimens were subjected to gPCR amplification using primers for MMP-9 promoter genes. All experiments
are representative of three independent experiments, all revealing similar results. Data represent the mean = S.E. of three independent experiments. *, p <

0.05 as compared with static or vehicle treatment control; A, p < 0.05 with respect to shear stress or IL-13 treatment specimens.

Prior work has shown that proinflammatory cytokines such
as tumor necrosis factor-q, IL-6, and IL-1 direct MMP-medi-
ated digestion of the cartilage matrix in OA (29). In agreement
with these observations, exogenous IL-1p is capable of up-reg-
ulating MMP-9 expression in human OA chondrocytes and
human chondrosarcoma cells (6, 30). Of note, Soder et al. (7)
report that low concentrations of exogenous IL-13 (0.01-10
ng/ml) are not sufficient to stimulate MMP-9 expression or
activity in human OA chondrocytes. These observations (7) are
in accord with our data showing that a threshold concentration
of 50 ng/ml exogenous IL-1f3 is needed to induce MMP-9 pro-
duction in human T/C-28a2 chondrocytes. Furthermore, our
study has revealed the key role of endogenous IL-13 induced by

31890 JOURNAL OF BIOLOGICAL CHEMISTRY

high fluid shear stress (20 dynes/cm?) in mediating MMP-9
expression at short shear exposure times (3—6 h) in human
chondrocytes.

The intracellular signaling pathways that transduce mechan-
ical stimuli in human chondrocytes may involve the activation
of L-PGDS and release of endogenous PGD, and its metabolite,
15d-PGJ, (15). Interestingly, 15d-PG]J, has been reported to
counteract the induction of MMP1 and MMP13 in cytokine-
activated chondrocytes (31, 32). In view of our recent observa-
tions showing that high fluid shear suppresses 15d-PGJ, pro-
duction by human chondrocytes at short exposure times (2—6
h), whereas it stimulates 15d-PG]J, release at long (48 h) times
(14, 15), we examined the potential interplay between 15d-PG]J,
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FIGURE 10. Proposed cascade of signaling events regulating the tempo-
ral synthesis of MMP-9 in human chondrocytes stimulated with high
shear stress. High fluid shear stress induces the rapid and sustained synthe-
sis of IL-1B3in human chondrocytes. 15d-PGJ, synthesis is detected only after
prolonged exposure of human chondrocytes to high fluid shear. IL-18 and
15d-PGJ, exert antagonistic effects on PI3K-, ERK1/2-, ERK1/2-PPARY-, and
JNK-dependent NF-«B p65 subunit activation, thereby leading to the tempo-
ral regulation of MMP-9 expression in chondrocytes.
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and IL-18 on MMP-9 synthesis. Our work reveals that both
exogenous and endogenous 15d-PGJ, suppresses MMP-9
expression. In concert with our data, Hashimoto et al. (25) and
Marx et al. (26) found that 15d-PGJ, represses MMP-9 activity
in pancreatic cancer cells and human smooth muscle cells. It
has also been reported that 15d-PGJ, is capable of mitigating
MMP-9 activity in diabetic placental tissues (33). Along
with these observations, 15d-PGJ, inhibits the IL-18-induced
inflammatory responses in rat chondrocytes viaa PPARy-inde-
pendent pathway (34). Similar to the aforementioned results,
we report herein the antagonistic actions of 15d-PG]J, and
IL-18 on MMP-9 synthesis; 15d-PGJ, appears to exert its
effects on MMP-9 inhibition partially via ERK1/2-regulated
PPARY. In contrast, 15d-PGJ, has been reported to inhibit
IL-1B-induced inducible nitric-oxide synthase (iNOS) and
MMP-13 expression in human chondrocytes in a PPARYy-de-
pendent manner (31). These studies suggest that PPAR<y
ligands exert two opposing effects on gene expression: 1) their
direct binding transactivates PPARy, which results in gene
expression; and 2) they simultaneously regulate the ERK1/2-
mediated PPARYy phosphorylation, which suppresses PPARy-
DNA binding and facilitates the interactions of PPARy with
p65, thereby leading to the inhibition of NF-«kB and gene
expression (35). In our case, 15d-PGJ, suppresses MMP-9
mRNA expression and activity levels in sheared chondrocytes
not as a natural PPARvy ligand but through an ERK1/2-regu-
lated PPARYy pathway.

Prior studies have identified the three major MAPKs
(ERK1/2, JNK, and p38) (36, 37) and PI3K (37) in transmitting
IL-1B-dependent signaling. In light of these findings (36, 37),
we evaluated the potential contributions of these signaling
pathways to shear-induced MMP-9 synthesis. Shear stress rap-
idly up-regulates the activities of PI3K/Akt, ERK1/2, and JNK/
c-Jun (but not p38) pathways in human T/C-28a2 chondrocytes
via an IL-1B3-dependent mechanism. This activation pattern is

SEPTEMBER 14, 2012+VOLUME 287+-NUMBER 38

in line with previously published data showing that IL-1f3
induces MMP-9 expression via a PI3K (38)-, ERK1/2 (39)-, and
JNK (40)-dependent pathway in rat brain astrocytes and rat
cardiac fibroblasts. Interestingly, IL-18 has been reported to
up-regulate MMP-9 expression via a p38-/ERK1/2-/JNK-de-
pendent pathway in human tracheal smooth muscle cells (41).
The lack of involvement of p38 in shear-induced MMP-9
expression in human chondrocytes as opposed to IL-13-treated
smooth muscle cells may be due to cell type differences. Both
exogenous and endogenous 15d-PGJ, suppress the activation
of PI3K, ERK1/2, and JNK pathways in human chondrocytes.
Consistent with our observations, previous studies have shown
that 15d-PGJ, inhibits JNK and c-Jun activation in human
colon carcinoma and human umbilical vein endothelial cells
(42, 43). Interestingly, 15d-PGJ, interferes with the DNA bind-
ing activity of AP-1 by forming a covalent adduct with c-Jun
(44).

In light of our prior work showing that exposure of human
chondrocytes to high fluid shear transactivates the NF-kB p65
subunit via phosphorylation at Ser-276 and Ser-536 (13, 14),
and given that the expression of MMP-9 is dependent on
NEF-kB, we have established that the canonical NF-kB pathway
plays an essential role in shear-induced MMP-9 expression.
This finding is in concert with an earlier report that suggests a
key role for NF-kB in the regulation of MMP-9 expression
induced by different inflammatory mediators in chondrocytes
(45, 46). Through the use of pharmacological inhibitors, pro-
moter constructs, and ChIP assays, we demonstrated here the
functional role of the NF-«kB p65 subunit in shear-induced
MMP-9 expression in human chondrocytes.

In summary, we have elucidated the signaling pathway by
which high fluid shear mediates the temporal regulation of
MMP-9 expression in human chondrocytes. Specifically, high
shear stress induces the rapid and sustained synthesis of IL-1;
15d-PGJ, synthesis is detected only after prolonged exposure of
human chondrocytes to high fluid shear. IL-13 and 15d-PGJ,
exert antagonistic effects on PI3K-, ERK1/2-PPARY-, and JNK-
dependent NF-«kB activation, thereby leading to the temporal
regulation of MMP-9 expression in chondrocytes. These find-
ings provide new insights into the mechanism of MMP-9 regu-
lation in shear-activated human chondrocytes.
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